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International application No. 

PCT/JP99/03837 



I. Basis of the report 



1. With regard to the elements of the international application:* 
| | the international application as originally filed 
the description: 

pages 1-27 

pages 

pages 



, as originally filed 

, filed with the demand 



, filed with the letter of 



the claims: 

pages 

pages 

pages 
pages 



2,3,7,8,13,16-20 



, as originally filed 

t as amended (together with any statement under Article 19 
, filed with the demand 



1,5,6,10,11,14,15,21-25 



filed with the letter of 



17 April 2000 ( 1 7.04.2000) 



the drawings: 

pages 

pages 

pages 



1-16 



, as originally filed 

, filed with the demand 



filed with the letter of 



I I the sequence listing part of the description: 

pages 

pages 

pages 



, as originally filed 

_, filed with the demand 



., filed with the letter of 



2. With regard to the language, all the elements marked above were available or furnished to this Authority in the language in which 
the international application was filed, unless otherwise indicated under this item. 

These elements were available or furnished to this Authority in the following language which is: 

O the language of a translation furnished for the purposes of international search (under Rule 23. 1 (b)) 

□ 

the language of publication of the international application (under Rule 48 3(b)) 

the language of the translation furnished for the purposes of international preliminary examination (under Rule 55 2 and/ 
or 55.3). 

3. With regard to any nucleotide and/or amino acid sequence disclosed in the international application, the international 
preliminary examination was carried out on the basis of the sequence listing: 

contained in the international application in written form. 

filed together with the international application in computer readable form. 

furnished subsequently to this Authority in written form. 

furnished subsequently to this Authority in computer readable form. 

The statement that the subsequently furnished written sequence listing does not go beyond the disclosure in the 
international application as filed has been furnished. 

The statement that the information recorded in computer readable form is identical to the written sequence listing has 
been furnished. 



4. 



□ 
□ 
□ 
□ 
□ 

□ 
□ 



The amendments have resulted in the cancellation of: 
the description, pages 

1X1 the claims, Nos. 4.9.12 

the drawings, sheets/fig __ 



5 r~J Th's report has been established as if (some of) the amendments had not been made, since they have been considered to go 
— beyond the disclosure as filed, as indicated in the Supplemental Box (Rule 70.2(c)).** 

* Replacement sheets which have been furnished to the receiving Office in response to an invitation under Article 14 are referred to 
in this report as "originally filed" and are not annexed to this report since they do not contain amendments (Rule 70. J 6 
and 70. J 7). 

** Any replacement sheet containing such amendments must be referred to under item J and annexed to this report. 
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V. Reasoned statement under Article 35(2) with regard to novelty, inventive step or industrial applicability; 
citations and explanations supporting such statement 



1 . Statement 

Novelty (N) 

Inventive step (IS) 



Claims 
Claims 

Claims 
Claims 



1-3,5-8,10,11,13-25 



1-3,5-8,10,11,13-25 



Industrial applicability (IA) Claims 

Claims 



1-3,5-8,10,11,13-25 



YES 
NO 

YES 
NO 

YES 
NO 



2. Citations and explanations 
Document: 

WO, 96/14871, Al (Cortecs Ltd.), 23 May, 1996 (23.05.96); & EP, 792165, Al & JP, 10-508834, A 
Explanation: 

Concerning claims 1-3, 5-8, 10 

An amendment has been made such that the 'stabilizers' disclosed in claims 1 and 6 at the time of 
filing of the original application are now specified as 'containing an amino acid or urea'. The fact that 
the freeze-dried preparations disclosed in these claims are stabilized through the use of 'an amino acid or 
urea', the effects of which are indicated specifically in the description, is neither disclosed in any of the 
documents cited in the ISR nor considered to be obvious on account of said documents. 



Concerning claims 11, 13-25 

An amendment has been made such that the 'bacterial somatic constituent' disclosed in claim 11 at 
the time of filing of the original application is now specified as being 'BCG-CWS or Nocardia- 
Ruburaa(phonetically spelled) CWS\ The use of these specific CWSs is not disclosed in the above- 
mentioned document cited in the ISR. Furthermore, the effect with oil-in-water type emulsion 
preparations that make use of such a specific somatic constituent whereby 'the agglutination reaction 
using lectin shows up negative', which is indicated specifically in the description of the present 
application, is neither disclosed in any of the documents cited in the ISR nor considered to be obvious on 
account of said documents. 

It is thus considered that the subject matter of claims 1 1 and 13-25 is neither disclosed in any of the 
documents cited in the ISR nor obvious on account of said documents. 
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ru ' 

I .J. 

(57) Absftract^^ emu i s ion preparations usable as remedies in immunotherapy for cancer which have as the active ingredient a 
bacterial somatic constituent having an immunopotentiating effect and fundamentally containing oily substances, surfactants and stabilizers; 
and a process for producing the same. 
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CLAIMS 



1 . A stable lyophilized formulation obtainable by lyophilization 
of an oil-in-water emulsion comprising a bacterial component, an oil, a 

5 surfactant, and a stabilizer, which emulsion is characterized in that: 

/ 

(a) the bacterial component is encapsulated in an oil droplet; 

(b) the oil droplets are dispersed^with a single peak of particle 
diameter distribution in the aqueous solution; and 

(c) the particle diameter distribution of the oil droplets and 
10 turbidity in the aqueous solution are not largely changed before and 

after lyophilization. 

2. The stable lyophilized formulation of claim 1, which is formed 
into an aqueous solution, of which the turbidity is changed by 50% or 
less compared to that of an aqueous solution before lyophilization. 

15 3. The stable lyophilized formulation of claim 1 or 2, wherein 

the bacterial component is a BCG-CWS, and the oil is squalane. 

4. The stable lyophilized formulation of any one of claims 1 to 3, 
wherein the stabilizer is an amino acid or urea. 

5. Th^stable lyophilized formulation of any one of claims 1 to 3, 
20 wherein th^stabilizer is glycine. 

/6. A process for preparation of a stable lyophilized formulation, 
which'comprises lyophilizing an oil-in-water emulsion comprising a 
bacterial component, an oil, a surfactant, and a stabilizer, which 
emulsion is characterized in that: 

(a) the bacterial component is encapsulated in an oil droplet; 

(b) the oil droplets are dispersed with a single peak of particle 




46 

diameter distribution in the aqueous solution; and 

(c) the particle diameter distribution of the oil droplets and 
turbidity in the aqueous solution are not largely changed before and 
after lyophilization. 

7. The process for preparation of a stable lyophilized 
formulation of claim 6, which formulation is formed into an aqueous 
solution, of which the turbidity is changed by 50% or less compared to 
that of an aqueous solution before lyophilization. 

8. The process for preparation of a stable lyophilized 
formulation of claim 6 or 7, wherein the bacterial component is a BCG- 
CWS, and the oil is squalane. 

9. The process for preparation of a stable lyophilized 
formulation of any one of claims 6 to 8, wherein the stabilizer is an 
amino acid or urea. 

10. The process for preparation of a stable lyophilized 
formulation of any one of claims 6 to 8, wherein the stabilizer is 
glycine. 

1 1 ; A process for preparation of an oil-in-water emulsion 
wherein the emulsion is negative for agglutination reaction with lectin, 
and a bacterial component is encapsulated in an oil, which comprises 
the following steps: 

(a) stirring a mixture of a bacterial component, an oil, and a 

dispersion-aiding solvent to disperse the bacterial component in the 
mixture; 

(b) evaporating off the dispersion-aiding solvent to form an oil 
droplet wherein the bacterial component is encapsulated in the oil; and 
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then, 

(c) adding an aqueous solution containing a surfactant thereto, 
and emulsifying the mixture. 

12. The process for preparation of an oil-in-water emulsion of 
claim 11, wherein the bacterial component is a BCG-CWS or a CWS of 
Nocardia rubra. 

13. The process for preparation of an oil-in-water emulsion of 
claim 11, wherein the bacterial component is a BCG-CWS, and the oil is 
squalane. 

14. The process for preparation of an oil-in-water emulsion of 
any one of claims 11 to 13, wherein the dispersion-aiding solvent is 
ethanol or toluene. 

15. The process for preparation of an oil-in-water emulsion of 
any one of claims 1 1 to 14, wherein the oil droplet is dispersed in a 
manner that the diameter of the particle is about 100 um or less. 

16. A process for preparation of an oil-in-water emulsion, which 
comprises the following steps: 

(a) stirring a mixture of a bacterial component, an oil, and a 
dispersion-aiding solvent to disperse the bacterial component in the 
mixture; 

(b) evaporating off the dispersion-aiding solvent; and then; 

(c) performing the following two-step emulsiiication process 
which comprises adding an aqueous solution containing a surfactant: 

i) adding an aqueous solution containing a surfactant 
at a low concentration to the evaporated material, and stirring gently 
the mixture, thereby performing rough emulsification; and 
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ii) optionally, adjusting the concentration of the 
surfactant in the roughly emulsified solution, and stirring vigorously 
the mixture, thereby performing adequate emulsification in order to 
provide a desired particle diameter distribution. 

17. The process for preparation of an oil-in-water emulsion of 
claim 16, wherein an amount of the surfactant in the aqueous solution 
containing the surfactant at a low concentration used in rough 
emulsification of the two-step emulsification process is 10% or less of 
the oil. 

18. The process for preparation of an oil-in-water emulsion of 
claim 16 or 17, wherein the surfactant is Polysorbate 80 (Tween80). 

19. The process for preparation of an oil-in-water emulsion of 
any one of claims 16 to 18, wherein the bacterial component is a BCG- 
CWS or a CWS of Nocardia rubra. 

20. The process for preparation of an oil-in-water emulsion of 
any one of claims 16 to 19, wherein the bacterial component is a BCG- 
CWS, and the oil is squalane. 



